A new technic for the determination of tryptophan in plasma, based on the tryptophan-dimethylaminobenzaldehyde reaction, is described. It provides a method for the determination of as little as 20 i.g. of tryptophan and also permits the determination of bound tryptophan in nonprecipitable peptides, using 10% perchloric acid as the deproteinizing agent.
In this paper, a new method for the determination of free plasma tryptophan, based upon our previous work (4), is described. Different modifying factors were studied and the optimal conditions were established in order to eliminate the above-mentionel inconveniences. This method also allows the total nonprotein-bound tryptophan in plasma samples to be determined.
Experimental Factors Hydrochloric Acid Concentration Effect
Some previous experiments had shown that the absorbance of the tryptophan-dimethylaminobenzaldehyde complex was higher when the water :HC1 ratio was diminished in the reaction medium. Figure  1 Fig. 1 .
The shift toward zero and consequent increase in sensitivity, as result of adding 300 pg. of urea to each sample, is shown in Fig. 2 Read at 600 m in 0.5-in, tubes.
Procedures Standard Solutions
Measure samples no larger than 0.7 ml. and containing no less than 10 g. and no more than 200 g. of tryptophaii.
Place tile sample in a test tube graduated to 10 ml. Add 0.1 ml. of urea solution, 0.1 ml. of 50% PCA solution, 1 ml. of PDAB solution, and mix well; after 10 mi". add 0.1 ml. of sodium nitrite solution and then dilute to 10 ml. with concentrated HC1. Prepare a blank using 0.7 ml. of water in place of the sample and carry out the procedure as described above. ri.omg. 
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PlasmaSamples
Blood plasma (2 nil.) is well mixed vitli au equal volume of 10% PCA; the mixture is left overnight in a refrigerator to remove mucoproteins.
Filter through HY-Flo by vacuum, and measure two 0.8-ml. samples, A and B, into test tubes graduated to 10 ml. Add 0.1 ml. of urea solution to both samples and concentrate Sample A in a vacuum evaporator at 50#{176} until the volume is reduced to 0.5 ml. (negative biuret reaction). Dilute to 0.9 ml. with water; add 1.0 ml. of PDAB solution to both samples and mix; after 10 mm. add 0.1 ml. of sodium nitrite solution and then dilute to 10 ml. with 11(11.
Prepare a blank using water in place of the specimen and after 30 mm. measure the absorbauice of all tubes at 600 ins.
Calculation
Sample A absorbance (EA) corresponds to total free tryptophan after hydrolysis.
Sample B absorbance (Efi) results from the absorbance of the free tryptophan plus the nonprotein-bound tryptophan originally present in the perchloric filtrate.
On the basis of the values for the absorbance of tryptophan in both forms arid of the absorbance increase after hydrolysis, the following calculation has been developed:
Total tryptophan in sample The specific absorbances for free and peptic tryptophan were the
